The cell-based reporter assay using Gal4DBD-PPARγLBD was performed using two previously described plasmids. The 4xUAS-tk-Luc plasmid encodes the Luciferase reporter gene regulated by four UAS sites followed by the thymidine kinase (tk) promoter, and the pCMX-Gal4DBD-PPAγLBD plasmid encodes the Gal4 DBD followed by the human PPARγ LBD (Shiraki et al, 2005a). The 3xPPRE-tk-Luc plasmid encodes the Luciferase reporter gene regulated by three PPAR response elements (PPREs) followed by the tk promoter, and the FABP4 promoter-Luc plasmid encodes the reporter gene for the native promoter of the human PPARγ target gene, FABP4 (Fujimoto et al, 2010). These two Luciferase-containing plasmids were used together with pcDNA3.1, harboring the full-length human PPARγ1 or γ2. The pEYFP-C1 plasmid (Clontech) was used as an internal control. We confirmed that each splicing variant of full-length PPARγ similarly responds to all of the ligands used in this study (data not shown).
Adipogenesis assay
Mouse adipogenic fibroblast cells, 3T3-L1, were cultured in DMEM with 10% FBS. After the cells became confluent, they were pre-treated with 1 µM dexamethazone (Dex), 0.5 mM 3-isobutyl-1-methylxathine (IBMX), and 5 µg/ml insulin to initiate adipogenesis for 2 days. Various ligands were added to the cells, as described in the legend to Figures 2C and S9A. After 6 days, the cells were then stained by Oil Red O, and the degree of adipogenesis was quantitatively measured at OD 550 . The error bars are the standard deviations (s.d.).
Yeast two-hybrid assay
The yeast two-hybrid assay was performed by using the Matchmaker yeast two-hybrid system (Clontech), according to the manufacturer's recommendations. The LacZ activity was normalized to the cell number, determined by the OD 600 (LacZ/cells). The error bar is the standard deviation (s.d.).
RT-PCR analysis
Human THP-1 cells were maintained in RPM1640 with 7% FBS. Cells (2 x 10 6 ) were then treated with 10nM PMA. After 24 hr, various ligands were added to the cells, as described in the legends. After 24 hr, the cells were collected and the total RNA was isolated using the TRIzol reagent (Invitrogen), according to the manufacturer's instructions. Single-stranded cDNA was synthesized from 1 µg of total RNA, using reverse transcriptase (Promega) with an oligo(dT) 15 primer. PCR products were subjected to PAGE and stained with SYBR Gold (Molecular Probes). Images of the gels were obtained by an FM-BIO imager (Hitachi, Japan).
Immunoblot analysis
HEK293T or PMA-activated THP-1 cells were harvested with 350 µl of lysis buffer (50 mM Tris-HCl, pH 8.0, 150 mM NaCl, 1% Triton X-100, 10% glycerol, 50 mM NaF, 100 µM Na 3 VO 4 , and protease inhibitor mixture (Nacalai Tesque)). The immunoblot analysis was performed using anti-FLAG M2-peroxidase (Sigma), anti-Gal4DBD-peroxidase (Roche), anti MAO-A/B, anti FABP4, or anti ACTIN (Santa Cruz).
Chemiluminescence was detected with ECL Plus Western blotting detection reagents and HyperfilmECL (GE Healthcare).
Isothermal titration calorimetry (ITC)
ITC was performed with an iTC 200 (GE Healthcare) at 25 °C. The concentration of the PPARγ LBD proteins in the cell was 32 µM. The ligand at 1 mM was injected in 20 aliquots of 2 µl each, at 2 min intervals. To adjust the solvent, 1 % DMSO was also included in the protein solution of 20 mM Tris-HCl, 150 mM NaCl (pH 8.0). Thermodynamic parameters of stoichiometries, association constants, and enthalpy changes were obtained by nonlinear least-squares fitting of experimental data, using the sequential two binding model of the Origin software package, provided with the instrument.
Ligand-binding assays with C8-BODIPY
C8-BODIPY (final concentration 0.1 µM) was added to the purified PPARγ LBD (0.1 µM) together with various ligands, at the concentrations described in the legend to Figure 3D . After an incubation at room temperature for 30 min, the samples were subjected to native-PAGE. Fluorescent signals derived from C8-BODIPY were detected with an FM-BIO imager (Hitachi, Japan).
UV absorption spectral analysis
The PPARγ LBD protein (20 µM) was mixed with 15d-PGJ 2 (20 µM). UV spectra between 290 nm and 340
nm were recorded using a Beckman DU640 spectrophotometer. For graphical presentation, the UV spectrum of PPARγ alone was subtracted from that of the ligand-PPARγ mixture.
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